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Autism spectrum disorders (ASDs) are a heterogeneous group of neurodevelopmental
disorders that are defined solely on the basis of behavioral observations. Therefore, ASD
has traditionally been framed as a behavioral disorder. However, evidence is accumulating
that ASD is characterized by certain physiological abnormalities, including oxidative
stress, mitochondrial dysfunction and immune dysregulation/inflammation. While these
abnormalities have been reported in studies that have examined peripheral biomarkers
such as blood and urine, more recent studies have also reported these abnormalities
in brain tissue derived from individuals diagnosed with ASD as compared to brain
tissue derived from control individuals. A majority of these brain tissue studies have
been published since 2010. The brain regions found to contain these physiological
abnormalities in individuals with ASD are involved in speech and auditory processing,
social behavior, memory, and sensory and motor coordination. This manuscript
examines the evidence linking oxidative stress, mitochondrial dysfunction and immune
dysregulation/inflammation in the brain of ASD individuals, suggesting that ASD has a
clear biological basis with features of known medical disorders. This understanding may
lead to new testing and treatment strategies in individuals with ASD.
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INTRODUCTION
Autism spectrum disorders (ASD) are a group of neurodevel-
opmental disorders that are defined by behavioral observations
including communication and social interaction problems and
repetitive behaviors (APA, 1994). ASD affects an estimated 1 out
of 88 individuals in the United States (U.S.) (Baio, 2012) with
four times more males than females being affected (Rice, 2007).
The etiology of ASD is unclear at this time. Although several
genetic syndromes, including Fragile X and Rett syndrome, have
been associated with ASD; genetic defects account for only a small
percentage of ASD cases (Schaefer et al., 2013).
Although many of the cognitive and behavioral features of
ASD are thought to arise from dysfunction of the brain, evidence
from many fields of medicine has documented physiological
abnormalities in organs besides the brain that are associated with
ASD, suggesting that, in some individuals, ASD arises from sys-
temic, rather than organ specific abnormalities (Rossignol and
Frye, 2012a). Specifically, in recent decades, research and clini-
cal studies have implicated physiological and metabolic systems
that transcend specific organ dysfunction, such as immune dys-
regulation and inflammation, abnormalities in redox regulation
and oxidative stress, and dysfunction of energy generation and
mitochondrial systems (Ming et al., 2008; Rossignol and Frye,
2012a). In this context, ASD may arise from, or at least involve,
systemic physiological abnormalities rather than being a purely
central nervous system (CNS) disorder (Herbert, 2005), at least
in a subset of individuals with ASD. However, because the CNS
is affected in ASD, examining physiological abnormalities in the
brain may reveal more about what is abnormal than inspecting
abnormalities in blood or urine samples.
A number of studies have reported evidence of oxidative stress
in individuals with ASD (Yorbik et al., 2002; James et al., 2004,
2006, 2009a,b; Ming et al., 2005; Chauhan and Chauhan, 2006;
Yao et al., 2006; Al-Gadani et al., 2009; Melnyk et al., 2012; Rose
et al., 2012a; Rossignol and Frye, 2012a) and their parents (James
et al., 2008). Genetic variations in glutathione-related pathways
have been observed in ASD (Boris et al., 2004; James et al., 2006;
Bowers et al., 2011; Frustaci et al., 2012) and have been corre-
lated in some studies with ASD behaviors (Goin-Kochel et al.,
2009; Guo et al., 2012). Several case-control studies have reported
lower concentrations of reduced glutathione (GSH), higher levels
of oxidized glutathione (GSSG) and a decrease in the GSH/GSSG
redox ratio (James et al., 2004, 2006, 2009b), along with a lower
mitochondrial GSH reserve (James et al., 2009a) in individuals
with ASD compared to controls. In addition, in some studies,
lower GSH levels (Adams et al., 2009) and markers of increased
oxidative stress (Ghezzo et al., 2013) have been correlated with
ASD severity. Markers of oxidative stress have also been correlated
with the severity of gastrointestinal problems in ASD individuals
(Gorrindo et al., 2013). Notably, these aforementioned stud-
ies examined peripheral markers of oxidative stress, including
those found in blood and urine. Recently, a number of studies
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have reported evidence of oxidative stress in post-mortem brain
samples from individuals with ASD compared to controls (Evans
et al., 2008; López-Hurtado and Prieto, 2008; Sajdel-Sulkowska
et al., 2008, 2009; Palmieri et al., 2010; Chauhan et al., 2011;
Sajdel-Sulkowska et al., 2011; Chauhan et al., 2012a; Rose et al.,
2012b; Gu et al., 2013a,b; Tang et al., 2013).
Multiple studies have also reported evidence of mitochondrial
dysfunction in individuals with ASD (Rossignol and Bradstreet,
2008; Weissman et al., 2008; Giulivi et al., 2010; Guevara-Campos
et al., 2010; Shoffner et al., 2010; Zhang et al., 2010; Dhillon
et al., 2011; Frye and Rossignol, 2011; Chauhan et al., 2012b; Frye,
2012; Frye and Rossignol, 2012a; Rossignol and Frye, 2012a,b;
Frye et al., 2013a,b; Frye and Rossignol, 2013). In some studies,
biomarkers of mitochondrial dysfunction have been associated
with autistic behaviors or autism severity (Minshew et al., 1993;
Mostafa et al., 2005). One systematic review reported that over
30% of children with ASD have biomarkers of abnormal mito-
chondrial function suggesting that a relatively high percentage of
individuals with ASD might have some degree of mitochondrial
dysfunction (Rossignol and Frye, 2012b). Another study reported
that up to 50% of children with ASD have biomarkers of mito-
chondrial dysfunction that are valid (that is, they correlate with
other biomarkers of mitochondrial dysfunction) and are consis-
tently abnormal (that is, they are repeatedly abnormal) (Frye,
2012). However, like the studies on oxidative stress and ASD,most
of the published literature concerning mitochondrial dysfunc-
tion has examined blood and urine samples. A number of studies
recently have reported evidence of mitochondrial dysfunction in
ASD brain samples compared to controls (Palmieri et al., 2010;
Chauhan et al., 2011; Anitha et al., 2012, 2013; Ginsberg et al.,
2012; Rose et al., 2012b; Tang et al., 2013).
Finally, a number of studies have reported evidence of immune
dysregulation and/or inflammation in individuals with ASD
(Gupta et al., 2010; Onore et al., 2012; Rossignol and Frye, 2012a;
Depino, 2013; Gesundheit et al., 2013; Goines and Ashwood,
2013), including gene changes pertaining to the immune sys-
tem (Michel et al., 2012; Poultney et al., 2013). In some studies,
biomarkers of inflammation or immune dysregulation have been
correlated with ASD severity (Mostafa and Kitchener, 2009; Al-
Ayadhi and Mostafa, 2011, 2012, 2013; Khakzad et al., 2012;
Mostafa and Al-Ayadhi, 2012) and an elevation in TNF-alpha has
been reported in ASD lymphocytes (Malik et al., 2011a) and in
amniotic fluid in children who develop autism (Abdallah et al.,
2013). Particular interest surrounds elevations found in autoan-
tibodies to brain elements and other important molecular targets
such as the folate receptor autoantibody (Connolly et al., 1999;
Rossignol and Frye, 2012a; Frye et al., 2013c). Although there
have been a large number of studies examining immune abnor-
malities in ASD, almost all of these studies have examined blood
and urine samples. However, some studies have recently reported
evidence of brain-related immune dysregulation or inflammation
in ASD compared to controls (Vargas et al., 2005; Chez et al.,
2007; Garbett et al., 2008; Li et al., 2009; Morgan et al., 2010; Wei
et al., 2011; Young et al., 2011; Rose et al., 2012b; Suzuki et al.,
2013).
Recently, an interrelationship between oxidative stress, mito-
chondrial dysfunction, and/or inflammation has been reported in
some individuals with autism (James et al., 2009a; Mostafa et al.,
2010; Zhang et al., 2010; Rose et al., 2012b; Frye et al., 2013a;
Napoli et al., 2013; Theoharides et al., 2013). In this manuscript,
we concentrate on studies that have documented these physio-
logical abnormalities specifically in the CNS of individuals with
ASD. Reviewing the evidence for these physiological abnormali-
ties specifically in the CNS is important for several reasons. Firstly,
the CNS is protected from the rest of the body by the blood-
brain barrier. Although there is evidence that these physiological
abnormalities are present in non-CNS tissue in individuals with
ASD, it does not necessarily mean that they are present in the
CNS. Demonstrating that these abnormalities also affect the brain
would suggest that brain dysfunction in individuals with ASD is
not necessarily only secondary to systematic abnormalities, but
that the same abnormalities that influence peripheral organs also
directly influence brain function. Secondly, there are particular
patterns of abnormalities in the CNS that are associated with
ASD. Indeed, abnormalities in ASD have been reported in the
frontal and temporal cortices, the hippocampus and amygdala as
well as the cerebellum. Determining whether these physiological
abnormalities are also present in these brain areas would provide
insight into whether they could be involved in the pathological
mechanisms that result in ASD. Thus, this manuscript reviews
the evidence for oxidative stress, mitochondrial dysfunction and
immune dysregulation/inflammation in the brains of individuals
with ASD compared to controls as well as the evidence linking
these abnormalities.
STUDIES OF OXIDATIVE STRESS IN THE ASD BRAIN
A number of studies have reported evidence of oxidative stress in
post-mortem brain samples obtained from individuals with ASD
compared to controls (Table 1). These studies have demonstrated
a decrease in GSH, the major cellular antioxidant, oxidative dam-
age to proteins, lipids and deoxyribonucleic acid (DNA) as well
as alternations in the activity of enzymes important in redox
metabolism.
Several studies have reported GSH abnormalities in the brain
tissue of individuals with ASD. In one study of 10 individu-
als with autism and 10 age-matched controls, GSH/GSSG and
reduced GSH levels were both significantly lower in the cere-
bellum and temporal cortex in the autism group compared to
controls (Chauhan et al., 2012a). Another study of 15 individ-
uals with autism and 15 controls reported significantly lower
GSH and GSH/GSSG levels in the cerebellum and Brodmann area
22 (BA22) in the autism group. Interestingly, these markers of
GSH metabolism did not correlate with age, suggesting that the
oxidative stress observed was a chronic condition (Rose et al.,
2012b).
Enzymes important for redox metabolism have also been
found to be altered in brain tissue derived from individuals with
autism. In a study of temporal lobe brain samples (BA21) taken
from 20 individuals with autism and 25 controls, Tang et al.
observed a decrease in superoxide dismutase 2 activity in brain
samples from the autism group (Tang et al., 2013). Activities of
glutathione peroxidase, glutathione-S-transferase, and glutamate
cysteine ligase were each significantly decreased in the cerebel-
lum of the brains of 10 individuals with autism compared to
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Table 1 | Studies of oxidative stress in the ASD brain.
Year Citation No. of No. of Major findings
published ASD controls
2008 Evans et al., 2008 5 5 Increase in 3 oxidative damage markers in cerebellum, hippocampus and BA39 in
ASD group
2008 López-Hurtado and Prieto, 2008 8 7 Increase in lipofuscin containing cells in BA22, BA44, and BA39 in ASD group
2008 Sajdel-Sulkowska et al., 2008 9 10 Significant elevation in 3NT in ASD group; 3NT correlated with cerebellar mercury
concentration
2009 Sajdel-Sulkowska et al., 2009 8 7 3NT correlated with neurotrophin-3 in the ASD brain; 8-hydroxydeoxyguanosine
higher in cerebellum in ASD group
2010 Palmieri et al., 2010 6 6 Three-fold higher oxidative damage to mitochondrial proteins in BA41/42 or BA22
in ASD group
2011 Chauhan et al., 2011 8 8 Increased lipid hydroperoxides in temporal lobes and cerebellum in ASD group
2011 Sajdel-Sulkowska et al., 2011 2 2 Elevated 3NT in orbitofrontal cortex, Wernicke’s area, cerebellar vermis and pons
in ASD group
2012 Chauhan et al., 2012a 10 10 GSH/GSSG and reduced GSH levels both significantly lower in cerebellum and
temporal lobes in ASD group
2012 Rose et al., 2012b 15 15 GSH/GSSG and GSH both significantly lower in cerebellum and BA22 in ASD
group; 3NT elevated in cerebellum and BA22 in ASD group; 8-oxo-deoxyguanosine
elevated in cerebellum and BA22 in ASD group and correlated with GSH/GSSG
2013 Gu et al., 2013b 10 10 Glutathione peroxidase, Glutathione-S-transferase, glutamate cysteine ligase
decreased in cerebellum in ASD group
2013 Muratore et al., 2013 10 10 Similar 8-hydroxyguanosine in the frontal cortex (BA 9, 22, 41, 42, or 46) between
groups. Significantly lower methionine synthase mRNA along with lower levels of
homocysteine and cystathionine in these same areas in the autism brains
compared to controls, suggestive of adaptive responses to oxidative stress
2013 Tang et al., 2013 20 25 Diminished superoxide dismutase 2 activity in BA21 in ASD group;
8-oxo-deoxyguanosine higher in temporal lobe in ASD group
10 controls as reported by Gu et al. (2013b). Finally, signifi-
cantly lower methionine synthase mRNA along with lower levels
of homocysteine and cystathionine were observed in the frontal
cortex (BA 9, 22, 41, 42, or 46) in the brains of 10 individuals
with autism (ages 4–30 years) compared to 10 age- and sex-
matched controls, suggestive of adaptive responses to oxidative
stress (Muratore et al., 2013).
Some studies have reported oxidative damage to brain lipids
in ASD. One of the first studies reported a significant increase
in lipofuscin containing cells, a marker of oxidative stress, in 3
language areas of the brain (BA 22, 39, and 44) in 8 males with
autism compared to 7 male controls (López-Hurtado and Prieto,
2008). Another study reported significant immunoreactivity to
3 markers of oxidative damage (carboxyethyl pyrrole (CEP) and
iso[4]levuglandin (iso[4]LG)E2-protein adducts as well as heme
oxygenase-1) in cerebellar, hippocampal, and BA39 brain samples
from 5 subjects with autism but not in any of 5 controls (Evans
et al., 2008). Finally, one study of 8 children with autism and
8 controls reported significantly higher levels of lipid hydroper-
oxides (an oxidative stress marker) in the temporal cortex and
cerebellum in the autism group; mitochondrial dysfunction was
also observed in this study in the same areas (Chauhan et al.,
2011).
Other studies have documented significant oxidation of pro-
teins in brain tissue by examining levels of 3-nitrotyrosine
(3NT). One study which examined brain tissue from 9 indi-
viduals with autism and 10 controls reported that 3NT in the
cerebellum was significantly elevated in the autism group and was
significantly correlated (r = 0.80) with cerebellar mercury lev-
els (Sajdel-Sulkowska et al., 2008). In a follow-up study, these
investigators found that neurotrophin-3, a neurotrophin criti-
cal for normal brain growth and differentiation, was positively
correlated (r = 0.83) with 3NT in the cerebellum samples from
8 individuals with ASD compared to 7 controls. The investigators
suggested that increased neurotrophin-3 could affect brain devel-
opment and growth and lead to cerebellar overgrowth, and that
this increase in neurotrophin-3 could be due to increased lev-
els of oxidative stress in the developing brain (Sajdel-Sulkowska
et al., 2009). The same group examined 2 children with autism
and 2 age-matched controls and reported that 3NT varied widely
in the autism brain samples compared to a uniformly low level
in the control brains; the elevated levels of 3NT in the two
autism cases were found in areas of the brain responsible for sen-
sory and motor coordination, speech processing, memory and
social behavior (orbitofrontal cortex, Wernicke’s area, cerebel-
lar vermis and pons) (Sajdel-Sulkowska et al., 2011). A recent
study of 15 individuals with autism and 15 controls reported
a significant elevation of 3NT in the cerebellum and BA22 in
the autism group (Rose et al., 2012b). Finally, one study of 6
individuals with non-syndromic autism and 6 controls exam-
ined brain tissue from the superior temporal gyrus (BA 41/42
or 22) and reported a 3-fold higher level of oxidative damage to
mitochondrial proteins in the autism group compared to controls
(Palmieri et al., 2010).
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Other studies have documented increased oxidation of DNA
in the brain tissue of individuals with ASD. In one study of 20
individuals with autism and 25 controls, 8-oxo-deoxyguanosine
was elevated in the temporal lobe of the autism group (Tang
et al., 2013). In another study of 8 individuals with autism
and 7 controls, the levels of 8-hydroxydeoxyguanosine were 63%
higher in the cerebellum of the autism group (p = 0.23) (Sajdel-
Sulkowska et al., 2009). Another study of 15 individuals with
autism and 15 controls reported significant elevations in 8-oxo-
deoxyguanosine in the cerebellum and BA22 (superior temporal
lobe) in the autism group. In this study, DNA damage was found
to significantly correlate with the GSH/GSSG redox ratio (Rose
et al., 2012b). However, a study of 10 individuals with autism
(ages 4–30 years) and 10 age- and sex-matched controls reported
similar 8-hydroxyguanosine, a marker of oxidative damage to
RNA, in the frontal cortex (BA 9, 22, 41, 42, or 46) (Muratore
et al., 2013).
Overall, as reviewed above, there are many lines of evidence
supporting the notion of increased levels of oxidative stress in
key regions of the brain in individuals with ASD. First, oxidative
damage to many cellular elements has been reported. Three stud-
ies have reported biomarkers of oxidative damage to lipids in five
brain areas: temporal (López-Hurtado and Prieto, 2008; Chauhan
et al., 2011), parietal (Evans et al., 2008; López-Hurtado and
Prieto, 2008), frontal lobes (López-Hurtado and Prieto, 2008),
hippocampus (Evans et al., 2008), and cerebellum (Evans et al.,
2008; Chauhan et al., 2011). Biomarkers of oxidative damage
to proteins have been reported in four brain areas in 4 stud-
ies: the cerebellum (Sajdel-Sulkowska et al., 2008, 2011; Rose
et al., 2012b), frontal (Sajdel-Sulkowska et al., 2011), temporal
lobes (Palmieri et al., 2010; Sajdel-Sulkowska et al., 2011; Rose
et al., 2012b), and the brainstem (Sajdel-Sulkowska et al., 2011).
Biomarkers of oxidative damage to DNA have been reported in
two areas of the brain in 3 studies: the temporal lobe (Rose et al.,
2012b; Tang et al., 2013) and cerebellum (Sajdel-Sulkowska et al.,
2009).
Secondly, biomarkers indicative of increased reactive oxygen
species have been reported. Abnormal levels of glutathione (low
reduced glutathione, elevated oxidized glutathione and depressed
glutathione redox ratio) have been found in two brain areas in 2
studies: the temporal cortex (Chauhan et al., 2012a; Rose et al.,
2012b) and cerebellum (Rose et al., 2012b), and in one study
a response to oxidative stress (increased heme oxygenase-1) has
been reported in the parietal and frontal lobes and the cerebellum
(Evans et al., 2008).
Lastly, two studies have demonstrated that certain essential
enzymes involved in controlling reactive oxygen species and pro-
ducing glutathione are reduced in three brain areas, including the
temporal lobe (Tang et al., 2013), cerebellum (Tang et al., 2013),
and frontal cortex (Muratore et al., 2013).
Despite this converging evidence of oxidative stress in several
brain areas in multiple studies, it is clear that there are several
limitations to this evidence. First, because of the limited num-
ber of brain tissue samples generally available, the majority of
studies have only examined a limited number of brain samples
(one study only used 2 samples in each group). Thus, although
most studies have included a brain sample from the temporal
area or cerebellum, specific areas of the brain were not consis-
tently analyzed across studies. However, because many of these
studies demonstrate significant effects despite small sample sizes,
the effects found are rather robust across ASD subjects and brain
regions. This raises the possibility that these processes are per-
vasive in ASD. Since it is well accepted that the general ASD
population is composed of heterogeneous phenotypes, larger
samples sizes are needed to determine if subgroups of children
with ASD exist who have significant differences in brain redox
environments.
Still, there are larger questions that must be answered beyond
confirming the notion that oxidative stress is present in the brain
of children with ASD. For example, it is possible that the reduced
transportation of folate into the brain as a consequence of the
folate receptor alpha autoantibody or mitochondrial dysfunc-
tion could reduce the function of methylation and glutathione
metabolism specifically within the brain leading to some of the
findings described above (Frye et al., 2013c). However, many of
these same findings reported for the brain (oxidative damage
to lipids, protein and DNA, glutathione abnormalities, reduced
function of enzymes essential for regulating oxidative stress) have
been found in the blood, immune cells and cell lines derived from
individuals with ASD, thereby raising the question of whether
these findings are specific for the brain or whether they represent
a more general process (Frye et al., 2013c; Frye and James, 2014).
Lastly, the etiology of these abnormalities is not clear, as both
increases in pro-oxidant influences and reductions in antioxi-
dant defenses have both been associated with ASD (Chauhan and
Chauhan, 2006) and it is clear that there are no simple genetic
abnormalities that account for these findings (Frustaci et al., 2012;
Frye and James, 2014).
STUDIES OF MITOCHONDRIAL DYSFUNCTION IN THE ASD
BRAIN
Evidence of mitochondrial dysfunction in the brain of individuals
with autism has been reported by usingmagnetic resonance imag-
ing techniques. Other studies have examined postmortem brain
samples from individuals with ASD compared to controls. Such
studies have demonstrated decreases in electron transport chain
(ETC) complex and tricarboxylic acid (TCA) cycle enzyme activ-
ities, as well as differences in mitochondrial gene expression in
the brain tissue of individuals with autism compared to controls
(Table 2).
The first study to report evidence of mitochondrial dysfunc-
tion in the brain in individuals with ASD was a study of 11
ASD individuals and 11 typically developing (TD) controls which
reported abnormal levels of brain markers of mitochondrial
function in the dorsal prefrontal cortex measured by Phosphorus-
31 magnetic resonance spectroscopy (MRS) (including phos-
phocreatine, αATP, α-adenosine diphosphate, dinucleotides and
diphosphosugars) that significantly correlated with the severity
of language and neuropsychological deficits in the ASD group
but not in the control group (Minshew et al., 1993). Recent
studies have demonstrated that Phosphorus-31 MRS is sensi-
tive in detecting metabolic disturbances in children with mito-
chondrial dysfunction and ASD when muscle and/or brain is
examined (Golomb et al., 2014). Most MRS studies have not
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Table 2 | Studies of mitochondrial dysfunction in the ASD brain.
Year Citation No. of No. of Major findings
published ASD controls
1993 Minshew et al., 1993 11 11 Markers of mitochondrial function were abnormal in ASD brain and correlated
with ASD behaviors
1999 Chugani et al., 1999 9 5 Elevated lactate in the frontal lobe of 1 out of 9 children with ASD; NAA was
reduced in the cerebellum of the ASD group
2003 Friedman et al., 2003 45 28 No significant difference in mean lactate in ASD and control groups
2010 Palmieri et al., 2010 6 6 Higher level of oxidative damage to mitochondrial proteins in BA41/42 or BA22
in ASD group; complex IV activity higher in ASD group
2011 Chauhan et al., 2011 8 8 Lower ETC complex activities in cerebellum, frontal lobe and temporal lobe in
ASD group
2012 Anitha et al., 2012 8 10 Decreased expression of mitochondrial genes in anterior cingulate gyrus, motor
cortex and thalamus in ASD group
2012 Corrigan et al., 2012 54 76 No significant difference in mean lactate in ASD and control groups
2012 Ginsberg et al., 2012 9 9 Decreased ETC complex gene expression in cerebellum and BA19 in ASD
group
2012 Rose et al., 2012b 15 15 Significantly decreased aconitase activity in cerebellum and BA22 in ASD group
2013 Anitha et al., 2013 8 10 Reduced expression of ETC genes (complexes I, III, IV, and V) in the anterior
cingulate gyrus, thalamus, and motor cortex in ASD group
2103 Golomb et al., 2014 6 6 Brain phosphocreatine reduced in muscle and frontal cortex in children with
mitochondrial dysfunction and ASD
2013 Gu et al., 2013a 14 12 Reduced ETC complex I and V activities in frontal lobe in ASD group; a higher
mtDNA copy number compared to nuclear DNA in 3 different mitochondrial
genes found in ASD group
2013 Tang et al., 2013 20 25 Decreased ETC complex I and IV activities in BA21 in ASD group; higher levels
of mitochondrial fission proteins and lower levels of mitochondrial fusion
proteins in BA21 of ASD group
used Phosphorus-31 imaging but have concentrated on the more
popular proton MRS (1H-MRS) technique. The results of 1H-
MRS studies are variable in ASD. However, consistent results
have been reported for the metabolite N-acetyl-aspartate (NAA).
Indeed, studies have consistently demonstrated a decrease in NAA
in global white and gray matter of the brain in children with
ASD, and in the gray matter of the parietal cortex, the cere-
bellum, and the anterior cingulate cortex in both children and
adults with ASD (Ipser et al., 2012). Other investigators have
recently suggested that some of these age-specific changes in
gray matter NAA may be different in ASD children compared
to TD and developmentally delayed children (Corrigan et al.,
2013). NAA is a particularly important brain metabolite as it
is not only a marker of neuronal integrity, but a marker of
mitochondrial dysfunction (Clark, 1998) since it is exclusively
synthesized by the mitochondria of neurons. One study used
MRS to measure NAA and lactate in 9 children with ASD and
5 control siblings in the frontal, temporal and cerebellar areas.
An elevation in lactate was found in the frontal lobe of one
of the 9 children (11%) with ASD, and NAA was reduced in
the cerebellum of the ASD group as compared to the control
group (Chugani et al., 1999). Another study of 45 children with
ASD, 15 children with developmental delay and 13 TD children
reported reduced NAA concentrations in the ASD group com-
pared to the TD controls, but no significant difference in mean
lactate levels (Friedman et al., 2003). A more recent study of 54
children with ASD, 22 children with developmental delay and
54 TD children found no significant difference in mean lactate
levels between groups using 1H-MRS (Corrigan et al., 2012).
Although elevations in lactate have been investigated using 1H-
MRS in children with ASD, it is likely that the lack of findings
in this population is due to the poor sensitivity of 1H-MRS for
identifying lactate elevations in the brain (Rossignol and Frye,
2012c).
Several studies have examined ETC function in the brain of
children with ASD. One study examined 8 children with autism
and 8 controls (4–10 years of age) and reported significantly
lower ETC complex activities in the cerebellum, frontal cortex
and temporal cortex of the autism group (Chauhan et al., 2011).
In another study of temporal lobe brain samples (BA 21) taken
from 20 individuals with autism and 25 controls, there were
decreased ETC complex I and IV activities and protein content
in the ASD group (Tang et al., 2013). In one study of 15 indi-
viduals with ASD and 15 controls, the mean activity of the TCA
cycle enzyme aconitase was significantly decreased in the cerebel-
lum and temporal lobe (BA22) in the autism group (Rose et al.,
2012b). Finally, another study of 14 individuals with autism and
12 controls reported mean reductions in ETC complexes I (31%)
andV (36%) activities as well as in pyruvate dehydrogenase (35%)
in the frontal cortex in the autism group. This study also reported
a higher mitochondrial DNA (mtDNA) copy number compared
to nuclear DNA in 3 different mitochondrial genes in the autism
group; these latter findings might be related to mitochondrial
proliferation (Gu et al., 2013a).
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Several studies have examined changes in the expression of
mitochondrial genes in brain samples of individuals with autism.
Decreased mitochondrial ETC complex gene expression was
found in the cerebellum and BA19 (occipital) brain tissue from
9 individuals with autism compared to 9 controls (Ginsberg et al.,
2012). In another study, reduced expression of mitochondrial
ETC genes, including 11 genes of complex I, five genes of complex
III, five genes of complex IV, and seven genes of complex V were
reported in the anterior cingulate gyrus, thalamus, and motor
cortex derived from 8 patients with autism compared to 10 con-
trols (Anitha et al., 2013). Other studies have examined non-ETC
mitochondrial gene expression in brain tissue from individuals
with autism. For example, decreased expression of mitochon-
drial genes, including metaxin 2, neurofilament, SLC25A27, light
polypeptide (NEFL) and solute carrier family 25 were found in
8 patients with autism (in the anterior cingulate gyrus, motor
cortex and thalamus) compared to 10 controls (Anitha et al.,
2012).
One study examined changes in proteins that regulate mito-
chondrial dynamics. Higher levels of mitochondrial fission pro-
teins and lower levels of mitochondrial fusion proteins were
found in temporal lobe brain samples (BA 21) from 20 individuals
with autism compared to 25 controls (Tang et al., 2013).
Some studies have implicated an association between mito-
chondrial dysfunction and oxidative stress in the brain tissue of
children with autism by showing that these two problems may
coexist in the same brain tissue samples. For example, in tempo-
ral lobe brain samples (BA 21), decreased mitochondrial function
was found along with increased biomarkers of oxidative dam-
age to DNA and decreased superoxide dismutase 2 activity (Tang
et al., 2013). In another study looking at cerebellum, frontal cor-
tex and temporal cortex in 4–10 year olds, brain tissue markers of
oxidative stress were observed along with reduced ETC complex
activities in the autism group (Chauhan et al., 2011). As previ-
ously mentioned, one study of 6 individuals with non-syndromic
autism and 6 controls reported a higher level of oxidative dam-
age to mitochondrial proteins in the superior temporal gyrus
(BA 41/42 or 22) in the autism group compared to controls.
In this study, cytochrome C oxidase (complex IV) activity was
also higher in the individuals with autism (Palmieri et al., 2010).
Lastly, one study correlated markers of oxidative stress with TCA
enzyme function; aconitase activity was inversely correlated with
GSH/GSSG in the cerebellum and the temporal lobe (BA 22) in
15 individuals with ASD compared to 15 controls (Rose et al.,
2012b).
Overall these studies provide support for mitochondrial dys-
function in the brain of individuals with ASD. MRS studies using
both Phosphorus-31 and 1H techniques have examined energy
metabolites in the brain of individuals with ASD, although many
more studies have used the latter technique. Phosphorus-31 MRS
has found abnormal energy metabolites in the frontal cortex
(Minshew et al., 1993; Golomb et al., 2014) while 1H-MRS has
found a reduction in NAA in the global white and gray matter and
the parietal, anterior cingulate and cerebellum areas (Ipser et al.,
2012). ETC function has been reported to be depressed in frontal
(Chauhan et al., 2011), temporal (Chauhan et al., 2011; Tang
et al., 2013), and cerebellar (Chauhan et al., 2011) brain tissue
derived from individuals with ASD, with ETC complex I most
commonly reported depressed. Other studies noted decreases in
the activity of non-ETCmitochondrial enzymes (aconitase, pyru-
vate dehydrogenase) in frontal (Gu et al., 2013a), temporal (Rose
et al., 2012b), and cerebellar (Rose et al., 2012b) tissue derived
from children with ASD. Depressed expression of ETC genes in
the occipital and cerebellar areas and of ETC and non-ETC genes
in the cingulate, thalamus and frontal areas have been reported
(Anitha et al., 2013). In addition, changes in genes that control
mitochondrial dynamics have been noted in the temporal lobe
(Tang et al., 2013).
As with studies on oxidative stress, studies of mitochondrial
function in the brain of individuals with ASD are mostly based
on small numbers of samples, involve a wide variety of meth-
ods, and study various regions of the brain without consistency
across studies. Despite these limitations, these studies demon-
strate that mitochondrial dysfunction is consistently found in
the brain of individuals with ASD. The studies on ETC func-
tion are consistent with studies performed on muscle tissue as
both demonstrate ETC complex I deficiency as the most prevalent
ETC complex abnormality (Rossignol and Frye, 2012b). Several
studies have provided powerful evidence for the correspondence
between oxidative stress and mitochondrial dysfunction in the
same brain samples (Chauhan et al., 2011; Rose et al., 2012b;
Tang et al., 2013). This is one step forward to understanding the
interaction between oxidative stress and mitochondrial dysfunc-
tion. Future studies could make such evidence more powerful by
correlating these abnormalities with peripheral markers of mito-
chondrial dysfunction and oxidative stress as well as examining
clinical characteristics.
STUDIES OF INFLAMMATION AND IMMUNE
DYSREGULATION IN THE ASD BRAIN
Inflammation and immune dysregulation have been observed in
both brain tissue and cerebrospinal fluid (CSF) samples from
individuals with ASD. In brain tissue, increases in cytokines,
expression in immune-related genes, microglial cell activation
and other biomarkers of inflammation have also been reported
(Table 3).
While some studies have reportedmicroglial activation in indi-
viduals with autism compared to controls, others have studied
differences in the spatial organization of microglial cells in indi-
viduals with autism. Microglia are immune cells in the CNS
which are activated to eliminate damaged cells or infectious
agents through the process of phagocytosis. However, when the
microglia are chronically activated, they may increase inflamma-
tion through the release of proinflammatory cytokines and free
radicals (Dheen et al., 2007). The first study to examine microglia
in ASD reported significant activation of microglia and reactive
astroglia in the middle frontal gyrus, anterior cingulate gyrus and
cerebellum in 11 patients with autism compared to 6 controls
(Vargas et al., 2005). The second study examined the dorsolat-
eral prefrontal cortex in 13 males with autism and 9 controls
and reported marked microglial activation in 5 out of the 13
autism cases (38.5%) and mild microglial activation in another
4 cases (30.8%) (Morgan et al., 2010). Finally, one study of 20
men with autism and 20 age- and IQ-matched controls reported
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Table 3 | Studies of inflammation/immune dysregulation in the ASD brain.
Year Citation No. of No. of Major findings
published ASD controls
2005 Vargas et al., 2005 11 6 Activation of microglia and astroglia in the middle frontal gyrus, anterior
cingulate gyrus and cerebellum in ASD group; anti-inflammatory cytokine tumor
growth factor–1 and pro-inflammatory macrophage chemoattractant protein-1
were increased in these areas in ASD group; IFN-gamma, MCP-1, TGF-beta2,
and IL-8 increased in CSF of ASD group
2005 Zimmerman et al., 2005 12 27 CSF quinolinic acid and neopterin were significantly lower and biopterin was
significantly elevated in ASD group
2007 Chez et al., 2007 10 0 Elevated TNF-alpha concentration in CSF compared to serum levels
2008 Garbett et al., 2008 6 6 Increased transcription levels of several immune-related genes in the superior
temporal gyrus in ASD group
2008 López-Hurtado and Prieto, 2008 8 7 Reactive gliosis in BA22, BA44, and BA39 in ASD group
2009 Li et al., 2009 8 8 Elevated proinflammatory cytokines in frontal cortex in ASD group
2010 Morgan et al., 2010 13 9 Microglial activation found in dorsolateral prefrontal cortex in ASD group
2011 Malik et al., 2011b 7 7 No significant difference in NF-KappaB expression in the cerebellum and frontal
cortex between ASD and controls
2011 Wei et al., 2011 6 6 Elevated IL-6 in cerebellum in ASD group
2011 Young et al., 2011 9 9 NF-KappaB expression in the orbitofrontal cortex was increased in ASD group
2012 Rose et al., 2012b 15 15 Elevated 3-chlorotyrosine level in the cerebellum and temporal cortex in the
ASD group
2013 Suzuki et al., 2013 20 20 Microglial activation in multiple brain regions in ASD group
evidence of microglial activation using positron emission tomog-
raphy in multiple brain regions (cerebellum, brainstem, corpus
callosum, fusiform gyri, superior temporal gyri, anterior cingu-
late, orbitofrontal, and parietal lobes) in the autism group (Suzuki
et al., 2013).
Other studies have noted differences in microglial spatial orga-
nization on the microscopic andmacroscopic levels in individuals
with ASD. One study reported that microglia in the dorsolat-
eral prefrontal cortex were frequently located closer to neurons
in 13 individuals with autism compared to 9 controls (Morgan
et al., 2012a), while another study reported that microglial cells
were associated with reactive astrocytes in 11 patients with autism
(Vargas et al., 2005). Another study examined microglia from the
fronto-insular and visual cortex in 11 individuals with autism
and 12 controls and reported significantly more microglia in the
fronto-insular cortex in the autism group; however, this study did
not examine microglial activation (Tetreault et al., 2012). Reactive
gliosis has been reported in association with microglia activation
in one study of 11 patients with autism (Vargas et al., 2005), while
another study of 8 males with autism and 7 male controls sug-
gested reactive gliosis along with a greater density of glial cells in
3 different brain areas associated with language (BA 22: speech
recognition; BA 44: speech production; and BA 39: reading) in
the autism group (López-Hurtado and Prieto, 2008).
Several studies have described increased proinflammatory
cytokines in brain tissue from individuals with ASD. One study
reported elevations in proinflammatory cytokines (including
TNF-alpha, IL-6 and GM-CSF), a Th1 cytokine (IFN-gamma)
and a chemokine (IL-8) measured in postmortem frontal cor-
tex brain samples from 8 individuals with autism compared
to 8 controls, but no significant differences in Th2 cytokines
(IL-4, IL-5, and IL-10) (Li et al., 2009). Another study reported
that IL-6 was significantly increased in the cerebellum of 6
children with autism compared to 6 age-matched control chil-
dren (Wei et al., 2011). In a study of 11 patients with autism,
both anti-inflammatory cytokine tumor growth factor-1 and
pro-inflammatory macrophage chemoattractant protein-1 were
found to be increased in the middle frontal gyrus, ante-
rior cingulate gyrus and cerebellum. Other pro-inflammatory
and modulatory cytokines, including interleukin-6 (IL-6), IL-
10, MCP-3, eotaxin, eotaxin 2, macrophage-derived chemokine
(MDC), chemokine-8 (Ck-8.1), neutrophil activating peptide-2
(NAP-2), monokine induced by interferon (MIG), B-lymphocyte
chemoattractant (BLC), leptin and osteoprotegerin, were only
consistently elevated in the anterior cingulate gyrus (Vargas et al.,
2005).
Other studies have examined the expression of inflamma-
tory genes in brain tissue of individuals with autism. One study
reported increased transcription levels of several immune-related
genes in the superior temporal gyrus of 6 individuals with autism
compared to 6 controls, consistent with neuroimmune activa-
tion (Garbett et al., 2008). Two studies examined the NF-KappaB
pathway in the brains of individuals with autism. One study
reported that NF-KappaB expression in the orbitofrontal cortex
was increased in 9 individuals with autism compared to 9 con-
trols (Young et al., 2011). Another study of 7 individuals with
autism and 7 controls reported no significant difference in NF-
KappaB expression in the cerebellum and frontal cortex (Malik
et al., 2011b).
One study of 15 individuals with ASD and 15 controls
reported elevated 3-chlorotyrosine levels, a biomarker of chronic
inflammation, in the cerebellum and temporal cortex in the
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ASD group, along with increased markers of oxidative stress and
mitochondrial dysfunction (Rose et al., 2012b).
Several studies examined cytokines and other inflammatory
markers in the CSF of individuals with ASD. The first study to
report findings related to inflammation in the CSF of patients
with autism reported significantly elevated IFN-gamma, MCP-
1, TGF-beta2, and IL-8 in 6 children with autism compared to 9
child and adult controls (Vargas et al., 2005). One uncontrolled
study of 10 children with autism who had a history of regres-
sion in language and eye contact examined CSF for inflammatory
changes. In this case series, the mean TNF-alpha concentration
in CSF was 104.10 pg/mL compared to concurrent serum levels
of 2.78 pg/mL (Chez et al., 2007), suggesting production of TNF-
alpha in the CNS rather than from systematic inflammation or
inflammation of a peripheral tissue. Lastly, one study did not find
evidence of immune dysregulation in the CSF in individuals with
ASD. In this study of 12 children with autism and 27 controls with
other neurological disorders, CSF quinolinic acid and neopterin
were significantly lower and biopterin was significantly elevated
in the autism group (Zimmerman et al., 2005).
The evidence reviewed above clearly supports the notion that
there are alterations in the immune system upon examination of
the brain in individuals with ASD. The strongest evidence for acti-
vation of the immune system are the studies which demonstrated
histological evidence of microglia cell changes in the frontal
(Vargas et al., 2005; Morgan et al., 2010, 2012a; Tetreault et al.,
2012), cingulate (Vargas et al., 2005) and cerebellum (Vargas et al.,
2005). Neuroimaging supports these histological findings (Suzuki
et al., 2013). Evidence for disruption in immune regulation is
supported by elevations in proinflammatory cytokines in brain
tissue from the frontal (Li et al., 2009), cingulate (Vargas et al.,
2005), and cerebellum (Wei et al., 2011) and in CSF (Vargas et al.,
2005; Chez et al., 2007) derived from individuals with ASD and
elevations in the expression of genes regulating proinflammatory
pathways in the temporal (Garbett et al., 2008) and frontal (Young
et al., 2011) areas in individuals with ASD. Although some stud-
ies have reported some negative or inconsistent results (Vargas
et al., 2005; Zimmerman et al., 2005; Malik et al., 2011b), the
majority of studies point to an activation of the innate immune
system in the brain of individuals with ASD and some of the
findings, particularly the cytokine elevations, parallel abnormal
elevations in cytokines reported in non-CNS tissue in children
with ASD. Although these studies suffer from small sample sizes
and inconsistency in brain areas examined, together they pro-
vide support for more comprehensive research into the role of
inflammation and immune dysregulation in the brain of children
with ASD.
DISCUSSION
Although ASD is defined by observations of behaviors and is thus
classified as a psychiatric disorder, recent evidence has pointed
to physiological abnormalities in ASD, suggesting that ASD has a
clear biological basis with features of known medical disorders. A
number of studies using peripheral biomarkers have linked oxida-
tive stress, mitochondrial dysfunction and immune dysregulation
in individuals with ASD (James et al., 2009a; Mostafa et al., 2010;
Zhang et al., 2010; Napoli et al., 2013; Theoharides et al., 2013;
Frye et al., 2013a). Recently, studies have examined possible inter-
actions between these abnormalities in the brain of individuals
with ASD. Indeed, many of the reviewed studies have been pub-
lished since 2010, including studies examining oxidative stress
(8/12 studies, 67%), mitochondrial dysfunction (11/13, 85%) and
immune abnormalities (8/14, 57%).
Furthermore, four studies reported that oxidative stress and
mitochondrial dysfunction were linked in the brain of individu-
als with ASD (Palmieri et al., 2010; Chauhan et al., 2011; Rose
et al., 2012b; Tang et al., 2013), whereas two studies reported
a connection between oxidative stress and inflammation in the
brain (López-Hurtado and Prieto, 2008; Rose et al., 2012b). One
of these studies linked low GSH levels, oxidative stress, mitochon-
drial dysfunction and inflammation in the brain of individuals
with ASD (Rose et al., 2012b). Interestingly, only one study
reported no evidence of inflammation in the CSF of individu-
als with ASD (Zimmerman et al., 2005), whereas another study
found a similar oxidative stress marker in both groups, although
several findings suggestive of an adaptive response to oxidative
stress were observed in the brains of individuals with autism
(Muratore et al., 2013).
A recent systematic review of 112 individuals with ASD
and concomitant mitochondrial disease found that only about
21% had a genetic abnormality that could account for the
reported mitochondrial problem (Rossignol and Frye, 2012a).
Mitochondrial dysfunction found in some individuals with
autism could be related to inflammation or immune dysregula-
tion. For example, TNF-alpha is known to inhibit mitochondrial
function (Suematsu et al., 2003; Vempati et al., 2007; Samavati
et al., 2008) and elevations in TNF-alpha, from individuals with
ASD compared to controls, have been reported in lymphocytes
(Malik et al., 2011a), amniotic fluid (Abdallah et al., 2013), CSF
(Chez et al., 2007) and brain samples (Li et al., 2009). GSH
protects mitochondria against the adverse effects of TNF-alpha
(Fernandez-Checa et al., 1997) and GSH deficiency can lead to
impaired mitochondrial function (Vali et al., 2007). Interestingly,
TNF-alpha (also known as cachexin) is known to decrease mito-
chondrial enzymatic function, including cytochrome c oxidase
(complex IV) activity (Remels et al., 2010). Some studies, includ-
ing one using brain tissue, have reported complex IV overactivity
in individuals with ASD rather than an inhibition of this com-
plex (Palmieri et al., 2010; Frye and Naviaux, 2011). It may be
that active inflammation results in a compensatory increase in
complex IV activity so that this complex becomes overactive once
the inflammation has subsided (Frye and Naviaux, 2011); such
a scenario could explain why complex IV is found to be both
reduced and increased in multiple sclerosis lesions depending
upon whether the lesion is undergoing active inflammation or
whether the inflammation has subsided (Lu et al., 2000; Mahad
et al., 2009).
In addition, oxidative stress may lead to impaired mitochon-
drial function (Fernandez-Checa et al., 1997). For example, the
mitochondrial ETC is the predominant source and major tar-
get of free radicals (Fernandez-Checa et al., 1998; Trushina and
McMurray, 2007). Free radicals impair mitochondrial function
(Fernandez-Checa et al., 1997; Wallace, 1999). Mitochondria are
protected from oxidative stress by GSH (Fernandez-Checa et al.,
Frontiers in Physiology | Mitochondrial Research April 2014 | Volume 5 | Article 150 | 8
Rossignol and Frye Physiological abnormalities in autism brain
Table 4 | Regions affected along with function/findings; organized by oxidative stress, mitochondrial dysfunction and immune dysregulation.
Region Function Findings in autism compared to controls
CSF Immune dysregulation:
• Elevated INF-gamma, MCP-1, TGF-beta2, and IL-8 (Vargas et al., 2005)
• Elevated TNF-alpha concentration (Chez et al., 2007)
• CSF quinolinic acid and neopterin were significantly lower and biopterin was
significantly elevated (Zimmerman et al., 2005)
FRONTAL LOBE
Frontal lobe Motor control and planning, higher cognitive
function, executive function (attention,
working memory, planning, behavioral
control), decision making, thinking
Oxidative stress:
• Similar 8-hydroxyguanosine in the frontal cortex (BA 9, 22, 41, 42, or 46)
between groups. Significantly lower methionine synthase mRNA along with
lower levels of homocysteine and cystathionine is same areas in the autism
brains, suggestive of adaptive responses to oxidative stress (Muratore et al.,
2013)
Mitochondrial dysfunction:
• Elevation in lactate by MRS (Chugani et al., 1999)
• Lower ETC complex activities (Chauhan et al., 2011) with mean reductions in
ETC complexes I (31%) and V (36%) activities (Gu et al., 2013a)
• A higher mitochondrial DNA (mtDNA) copy number (Gu et al., 2013a)
Immune dysregulation:
• Elevations in proinflammatory cytokines (including TNF-alpha, IL-6 and
GM-CSF), a Th1 cytokine (IFN-gamma) and a chemokine (IL-8) (Li et al., 2009)
Middle frontal gyrus Lexical and semantic processing,
comprehension
Immune dysregulation:
• Activation of microglia and astroglia (Vargas et al., 2005)
• Anti-inflammatory cytokine tumor growth factor–1 and pro-inflammatory




Working memory, planning, behavioral
regulation, reasoning
Mitochondrial dysfunction:
• Abnormal levels of brain markers of mitochondrial function by MRS (Minshew
et al., 1993)
Immune dysregulation:
• Microglial activation (Morgan et al., 2010)
BA11 (Orbitofrontal
cortex)
Emotion, reward, expectations Oxidative stress:
• Elevated 3NT levels (Sajdel-Sulkowska et al., 2011)
Immune dysregulation:
• Activation of microglia (Suzuki et al., 2013)




Response inhibition, music perception,
speech production in the dominant
hemisphere
Oxidative stress:
• Increase in lipofuscin-containing cells (López-Hurtado and Prieto, 2008)
Immune dysregulation:
• Reactive gliosis (López-Hurtado and Prieto, 2008)
PARIETAL LOBE
Parietal lobes Immune dysregulation:




• Increase in lipofuscin-containing cells (López-Hurtado and Prieto, 2008)
• Elevated markers of oxidative damage (Evans et al., 2008)
Immune dysregulation:
• Reactive gliosis (López-Hurtado and Prieto, 2008)
TEMPORAL LOBES
Temporal lobes Oxidative stress:
• Lowered GSH and GSH/GSSG (Chauhan et al., 2012a)
(Continued)
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Table 4 | Continued
Region Function Findings in autism compared to controls
• Higher levels of lipid hydroperoxides (Chauhan et al., 2011)
• 8-oxo-deoxyguanosine higher (Tang et al., 2013)
Mitochondrial dysfunction:
• Lower ETC complex activities (Chauhan et al., 2011)
Immune dysregulation:
• Elevated 3-chlorotyrosine (Rose et al., 2012b)
Superior temporal
gyrus
Primary auditory cortex and recognition of
sound and language (in the dominant
hemisphere)
Immune dysregulation:
• Microglial activation (Suzuki et al., 2013)
• Increased transcription levels of several immune-related genes (Garbett et al.,
2008)
Hippocampus Long term memory Oxidative stress:
• Elevated markers of oxidative damage (Evans et al., 2008)
BA21 Processing of sound and language (in
dominant hemisphere)
Oxidative stress:
• Decreased superoxide dismutase 2 activity (Tang et al., 2013)
Mitochondrial dysfunction:
• Decreased ETC complex I and IV activities (Tang et al., 2013)
• Higher levels of mitochondrial fission proteins and lower levels of




Speech processing and understanding in
dominant hemisphere
Oxidative stress:
• Lowered GSH and GSH/GSSG (Rose et al., 2012b)
• Increase in lipofuscin-containing cells (López-Hurtado and Prieto, 2008)
• Elevated 3NT levels (Sajdel-Sulkowska et al., 2011; Rose et al., 2012b)
• 3-fold higher level of oxidative damage to mitochondrial proteins (Palmieri
et al., 2010)
• Significant elevations in 8-oxo-deoxyguanosine (Rose et al., 2012b)
Mitochondrial dysfunction:
• Mean activity of the TCA cycle enzyme aconitase was significantly decreased
(Rose et al., 2012b)
Immune dysregulation:
• Reactive gliosis (López-Hurtado and Prieto, 2008)
BA41/42 Auditory Oxidative stress:
• 3-fold higher level of oxidative damage to mitochondrial proteins (Palmieri
et al., 2010)
OCCIPITAL LOBE
BA19 (occipital lobe) Visual feature extraction and shape
recognition, visual attention
Mitochondrial dysfunction:
• Decreased mitochondrial ETC complex gene expression (Ginsberg et al., 2012)
CEREBELLUM
Cerebellum Motor coordination, modulation of cognition
and behavior
Oxidative stress:
• Lowered GSH and GSH/GSSG (Chauhan et al., 2012a; Rose et al., 2012b)
• Lowered glutathione peroxidase, glutathione-S-transferase, and glutamate
cysteine ligase (Gu et al., 2013b)
• Elevated markers of oxidative damage (Evans et al., 2008)
• Higher levels of lipid hydroperoxides (Chauhan et al., 2011)
• Elevated 3-NT (Sajdel-Sulkowska et al., 2008, 2011; Rose et al., 2012b)
• Significant elevations in 8-oxo-deoxyguanosine (Rose et al., 2012b); trend for
elevation in 8-hydroxydeoxyguanosine (Sajdel-Sulkowska et al., 2009)
Mitochondrial dysfunction:
• Lower ETC complex activities (Chauhan et al., 2011)
• Mean activity of the TCA cycle enzyme aconitase was significantly decreased
(Rose et al., 2012b)
(Continued)
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Table 4 | Continued
Region Function Findings in autism compared to controls
• Decreased mitochondrial ETC complex gene expression (Ginsberg et al., 2012)
Immune dysregulation:
• Activation of microglia (Vargas et al., 2005; Suzuki et al., 2013) and reactive
astroglia (Vargas et al., 2005)
• IL-6 was significantly increased (Wei et al., 2011)
• Anti-inflammatory cytokine tumor growth factor–1 and pro-inflammatory
macrophage chemoattractant protein-1 were found to be increased (Vargas
et al., 2005)
• Elevated 3-chlorotyrosine (Rose et al., 2012b)
LIMBIC SYSTEM
Thalamus Sensory and motor relaying and gating,
cortical rhythm generator
Mitochondrial dysfunction:
• Reduced expression of mitochondrial ETC genes (Anitha et al., 2013)
• Decreased expression of mitochondrial genes (Anitha et al., 2012)
Anterior cingulate
gyrus
Error detection, conflict monitoring,
emotional awareness, pain
Mitochondrial dysfunction:
• Reduced expression of mitochondrial ETC genes (Anitha et al., 2013)
• Decreased expression of mitochondrial genes (Anitha et al., 2012)
Immune dysregulation:
• Activation of microglia (Vargas et al., 2005; Suzuki et al., 2013) and reactive
astroglia (Vargas et al., 2005)
• Anti-inflammatory cytokine tumor growth factor–1 and pro-inflammatory
macrophage chemoattractant protein-1 were found to be increased (Vargas
et al., 2005)
BRAINSTEM
Pons Autonomic function, eye movements, motor
and sensory relay
Oxidative stress:
• Elevated 3NT levels (Sajdel-Sulkowska et al., 2011)
1998), although other antioxidant systems are also important
(such as MnSOD). However, mitochondria lack the enzymes to
produce GSH and are dependent on GSH production in the
cytosol (Enns, 2003; James et al., 2009a), although mitochondria
do possess glutathione reductase and therefore can regenerate
GSH from GSSG. Depletion of GSH can lead to mitochondrial
impairment and make cells more vulnerable to damage from
free radicals which originate in the mitochondria (Fernandez-
Checa et al., 1997). Several studies have reported lower GSH
levels (James et al., 2004, 2006, 2009b) along with a lower
mitochondrial GSH reserve (James et al., 2009a) in individu-
als with ASD compared to controls. Oxidative stress appears
to be a common feature in individuals with ASD (Chauhan
and Chauhan, 2006; Frustaci et al., 2012) and may play a
role in the mitochondrial dysfunction reported in some chil-
dren with ASD (Frye and Rossignol, 2011; Rossignol and Frye,
2012b).
A number of studies have reported that biomarkers of oxida-
tive stress, mitochondrial dysfunction and immune dysregulation
are correlated with autism severity. While none of the stud-
ies examining brain tissue in autism correlated findings with
autism severity, some studies reported that brain areas affected by
oxidative stress, mitochondrial dysfunction and immune dysreg-
ulation are areas responsible for brain functions that are typically
impaired in ASD (Table 4). For example, areas involved in speech
processing (Sajdel-Sulkowska et al., 2011; Rose et al., 2012b),
memory, social interaction, and sensory and motor coordination
(Sajdel-Sulkowska et al., 2011) were reported as having oxidative
stress in some studies. Therefore, some of these physiological
abnormalities in the brain may account for certain symptoms
of autism. It is possible that treatment of these abnormalities
may lead to a reduction in autism behaviors. For example, a
number of studies have reported improvements in autism using
nutritional supplements and medications which can support
mitochondrial function (Geier et al., 2011; Frye and Rossignol,
2012b; Rossignol and Frye, 2012b; Fahmy et al., 2013), reduce
oxidative stress (Dolske et al., 1993; Chez et al., 2002; Adams and
Holloway, 2004; Rossignol, 2009; Adams et al., 2011; Rossignol
and Frye, 2011; Hardan et al., 2012; Ghanizadeh and Moghimi-
Sarani, 2013), and decrease inflammation (Stefanatos et al., 1995;
Shenoy et al., 2000; Boris et al., 2007; Bradstreet et al., 2007;
Asadabadi et al., 2013; Taliou et al., 2013). Additional stud-
ies are needed to determine if these types of treatments lead
to changes in oxidative stress, mitochondrial dysfunction and
immune abnormalities reported in the brains of some individuals
with ASD.
CONCLUSIONS AND PERSPECTIVES
Overall, the studies reviewed above provide support for the idea
that oxidative stress, mitochondrial dysfunction and inflamma-
tion/immune dysfunction, which are physiological abnormalities
identified in non-CNS tissue in children with ASD, are also found
to affect the CNS. A few studies demonstrated the connection
between these physiological abnormalities. However, there were
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several limitations to the studies reviewed, including small sample
sizes and inconsistencies in the techniques and biomarkers stud-
ied and the brain areas examined. Because of these limitations, at
this time, it is difficult to know if the findings are localized to a
certain portion of the brain or whether these abnormalities are
more diffuse. Another challenge is whether or not these abnor-
malities can be generalized to all children with ASD, or if they
represent a subgroup of children with ASD. However, the consis-
tent positive findings across studies suggest that these effects are
not subtle and may be important in the pathological mechanisms
that disrupt brain function in ASD.
Of interest is that many of the physiological abnormalities
noted in the brain of children with ASD are also found in vari-
ous other neurocognitive and psychiatric diseases. For example,
studies in both Alzheimer and Parkinson disease have impli-
cated dysfunction of ETC function (primarily complex IV in
Alzheimer and primarily complex I in Parkinson) and in the
dynamics of mitochondrial fission and fusion (Moran et al.,
2012b), two specific mitochondrial abnormalities that have been
reported in ASD. Interestingly, the mitochondria is being investi-
gated for its role in axonal degeneration and repair in multiple
sclerosis (van Horssen et al., 2012). Along with mitochondrial
dysfunction, oxidative stress and inflammation have also been
implicated in a wide range of neurodegenerative diseases includ-
ing Alzheimer, Parkinson, multiple sclerosis, amyotrophic lateral
sclerosis and Friedreich’s ataxia (Calabrese et al., 2005; Nuzzo
et al., 2013). Like ASD, inflammation, oxidative stress and mito-
chondrial dysfunction are seen in a wide range of psychiatric
disorders (Dantzer et al., 2008; Ng et al., 2008; Shao et al.,
2008; Burke and Miller, 2011). Thus, these pathophysiological
mechanisms appear to be shared by many diseases that have
cognitive and behavioral symptoms. Therefore, future research
will need to investigate which pathophysiological mechanisms are
shared among these diseases. Such knowledge may lead to novel
treatments and strategies for preventing these pathophysiological
processes, and thus neurocognitive and psychiatric diseases, from
developing.
ACKNOWLEDGMENTS
The review did not receive any financial or grant support from
any sources.
REFERENCES
Abdallah, M. W., Larsen, N., Grove, J., Norgaard-Pedersen, B., Thorsen, P.,
Mortensen, E. L., et al. (2013). Amniotic fluid inflammatory cytokines: poten-
tial markers of immunologic dysfunction in autism spectr um disorders. World
J. Biol. Psychiatry 14, 528–538. doi: 10.3109/15622975.2011.639803
Adams, J. B., Audhya, T., McDonough-Means, S., Rubin, R. A., Quig, D., Geis, E.,
et al. (2011). Effect of a vitamin/mineral supplement on children and adults
with autism. BMC Pediatrics 11:111. doi: 10.1186/1471-2431-11-111
Adams, J. B., Baral, M., Geis, E., Mitchell, J., Ingram, J., Hensley, A., et al.
(2009). The severity of autism is associated with toxic metal body burden
and red blood cell glutathione levels. J. Toxicol. 2009, 1–7. doi: 10.1155/2009/
532640
Adams, J. B., and Holloway, C. (2004). Pilot study of a moderate dose multivita-
min/mineral supplement for children with autistic spectrum disorder. J. Altern.
Complement. Med. 10, 1033–1039. doi: 10.1089/acm.2004.10.1033
Al-Ayadhi, L. Y., and Mostafa, G. A. (2011). Increased serum osteopontin levels
in autistic children: relation to the disease severity. Brain Behav. Immun. 25,
1393–1398. doi: 10.1016/j.bbi.2011.04.006
Al-Ayadhi, L. Y., and Mostafa, G. A. (2012). A lack of association between ele-
vated serum levels of S100B protein and autoimmunity in autistic children.
J. Neuroinflammation 9, 54. doi: 10.1186/1742-2094-9-54
Al-Ayadhi, L. Y., and Mostafa, G. A. (2013). Elevated serum levels of macrophage-
derived chemokine and thymus and activation-regulated chemokine in autistic
children. J. Neuroinflammation 10, 72. doi: 10.1186/1742-2094-10-72
Al-Gadani, Y., El-Ansary, A., Attas, O., and Al-Ayadhi, L. (2009). Metabolic
biomarkers related to oxidative stress and antioxidant status in Saudi autistic
children. Clin. Biochem. 42, 1032–1040. doi: 10.1016/j.clinbiochem.2009.03.011
Anitha, A., Nakamura, K., Thanseem, I., Matsuzaki, H., Miyachi, T., Tsujii, M.,
et al. (2013). Downregulation of the expression of mitochondrial electron
transport complex genes in autism brains. Brain Pathol. 23, 294–302. doi:
10.1111/bpa.12002
Anitha, A., Nakamura, K., Thanseem, I., Yamada, K., Iwayama, Y., Toyota,
T., et al. (2012). Brain region-specific altered expression and association of
mitochondria-related genes in autism. Mol. Autism 3, 12. doi: 10.1186/2040-
2392-3-12
APA. (1994). Diagnostic and Statistical Manual of Mental Disorders, 4th Edn.
Washington, DC: American Psychiatric Association.
Asadabadi, M., Mohammadi, M. R., Ghanizadeh, A., Modabbernia, A., Ashrafi,
M., Hassanzadeh, E., et al. (2013). Celecoxib as adjunctive treatment
to risperidone in children with autistic disorder: a randomized, double-
blind, placebo-controlled trial. Psychopharmacology (Berl.) 225, 51–59. doi:
10.1007/s00213-012-2796-8
Baio, J. (2012). Prevalence of autism spectrum disorders–autism and develop-
mental disabilities monitoring network, 14 sites, United States, 2008. MMWR
Surveill. Summ. 61, 1–19.
Boris, M., Goldblatt, A., Galanko, J., and James, S. J. (2004). Association of MTHFR
gene variants with autism. J. Am. Phys. Surg. 9, 106–108. Available online at:
http://www.jpands.org/vol9no4/boris.pdf
Boris, M., Kaiser, C. C., Goldblatt, A., Elice, M. W., Edelson, S. M., Adams, J.
B., et al. (2007). Effect of pioglitazone treatment on behavioral symptoms in
autistic children. J. Neuroinflammation 4:3. doi: 10.1186/1742-2094-4-3
Bowers, K., Li, Q., Bressler, J., Avramopoulos, D., Newschaffer, C., and Fallin, M.
D. (2011). Glutathione pathway gene variation and risk of autism spectrum
disorders. J. Neurodev. Disord. 3, 132–143. doi: 10.1007/s11689-011-9077-4
Bradstreet, J. J., Smith, S., Granpeesheh, D., El-Dahr, J. M., and Rossignol, D.
(2007). Spironolactone might be a desirable immunologic and hormonal inter-
vention in autism spectrum disorders. Med. Hypotheses 68, 979–987. doi:
10.1016/j.mehy.2006.10.015
Burke, M. G., and Miller, M. D. (2011). Practical guidelines for evaluating lead
exposure in children with mental health conditions: molecular effects and clin-
ical implications. Postgrad. Med. 123, 160–168. doi: 10.3810/pgm.2011.01.2256
Calabrese, V., Lodi, R., Tonon, C., D’Agata, V., Sapienza, M., Scapagnini, G., et al.
(2005). Oxidative stress, mitochondrial dysfunction and cellular stress response
in Friedreich’s ataxia. J. Neurol. Sci. 233, 145–162. doi: 10.1016/j.jns.2005.03.012
Chauhan, A., Audhya, T., and Chauhan, V. (2012a). Brain region-specific glu-
tathione redox imbalance in autism. Neurochem. Res. 37, 1681–1689. doi:
10.1007/s11064-012-0775-4
Chauhan, A., and Chauhan, V. (2006). Oxidative stress in autism. Pathophysiology
13, 171–181. doi: 10.1016/j.pathophys.2006.05.007
Chauhan, A., Gu, F., and Chauhan, V. (2012b). Mitochondrial respiratory chain
defects in autism and other neurodevelopmental disorders. J. Pediatr. Biochem.
2, 213–223. doi: 10.3233/JPB-120063
Chauhan, A., Gu, F., Essa, M. M., Wegiel, J., Kaur, K., Brown, W. T., et al. (2011).
Brain region-specific deficit in mitochondrial electron transport chain com-
plexes in children with autism. J. Neurochem. 117, 209–220. doi: 10.1111/j.1471-
4159.2011.07189.x
Chez, M. G., Buchanan, C. P., Aimonovitch, M. C., Becker, M., Schaefer, K., Black,
C., et al. (2002). Double-blind, placebo-controlled study of L-carnosine sup-
plementation in children with autistic spectrum disorders. J. Child Neurol. 17,
833–837. doi: 10.1177/08830738020170111501
Chez, M. G., Dowling, T., Patel, P. B., Khanna, P., and Kominsky, M. (2007).
Elevation of tumor necrosis factor-alpha in cerebrospinal fluid of autistic
children. Pediatr. Neurol. 36, 361–365. doi: 10.1016/j.pediatrneurol.2007.01.012
Chugani, D. C., Sundram, B. S., Behen, M., Lee, M. L., and Moore, G. J.
(1999). Evidence of altered energy metabolism in autistic children. Prog.
Neuropsychopharmacol. Biol. Psychiatry 23, 635–641. doi: 10.1016/S0278-
5846(99)00022-6
Frontiers in Physiology | Mitochondrial Research April 2014 | Volume 5 | Article 150 | 12
Rossignol and Frye Physiological abnormalities in autism brain
Clark, J. B. (1998). N-acetyl aspartate: a marker for neuronal loss or mitochondrial
dysfunction. Dev. Neurosci. 20, 271–276. doi: 10.1159/000017321
Connolly, A. M., Chez, M. G., Pestronk, A., Arnold, S. T., Mehta, S., and Deuel, R.
K. (1999). Serum autoantibodies to brain in Landau-Kleffner variant, autism,
and other neurologic disorders. J. Pediatr. 134, 607–613. doi: 10.1016/S0022-
3476(99)70248-9
Corrigan, N. M., Shaw, D. W., Estes, A. M., Richards, T. L., Munson, J., Friedman,
S. D., et al. (2013). Atypical developmental patterns of brain chemistry in
children with autism spectrum disorder. JAMA Psychiatry 70, 964–974. doi:
10.1001/jamapsychiatry.2013.1388
Corrigan, N. M., Shaw, D. W., Richards, T. L., Estes, A. M., Friedman, S.
D., Petropoulos, H., et al. (2012). Proton magnetic resonance spectroscopy
and MRI reveal no evidence for brain mitochondrial dysfunction in chil-
dren with autism spectrum disorder. J. Autism Dev. Disord. 42, 105–115. doi:
10.1007/s10803-011-1216-y
Dantzer, R., O’Connor, J. C., Freund, G. G., Johnson, R. W., and Kelley, K. W.
(2008). From inflammation to sickness and depression: when the immune
system subjugates the brain. Nat. Rev. Neurosci. 9, 46–56. doi: 10.1038/nrn2297
Depino, A. M. (2013). Peripheral and central inflammation in autism spectrum
disorders. Mol. Cell. Neurosci. 53, 69–76. doi: 10.1016/j.mcn.2012.10.003
Dheen, S. T., Kaur, C., and Ling, E. A. (2007). Microglial activation and its
implications in the brain diseases. Curr. Med. Chem. 14, 1189–1197. doi:
10.2174/092986707780597961
Dhillon, S., Hellings, J. A., and Butler, M. G. (2011). Genetics and mitochon-
drial abnormalities in autism spectrum disorders: a review. Curr. Genomics 12,
322–332. doi: 10.2174/138920211796429745
Dolske, M. C., Spollen, J., McKay, S., Lancashire, E., and Tolbert, L. (1993).
A preliminary trial of ascorbic acid as supplemental therapy for autism.
Prog. Neuropsychopharmacol. Biol. Psychiatry 17, 765–774. doi: 10.1016/0278-
5846(93)90058-Z
Enns, G. M. (2003). The contribution of mitochondria to common disorders. Mol.
Genet. Metab. 80, 11–26. doi: 10.1016/j.ymgme.2003.08.009
Evans, T. A., Siedlak, S. L., Lu, L., Fu, X., Wang, Z., McGinnis, W. R., et al. (2008).
The autistic phenotype exhibits a remarkably localized modification of brain
protein by products of free radical-induced lipid oxidation. Am. J. Biochem.
Biotech. 4, 61–72. doi: 10.3844/ajbbsp.2008.61.72
Fahmy, S. F., El-hamamsy, M. H., Zaki, O. K., and Badary, O. A. (2013). l-Carnitine
supplementation improves the behavioral symptoms in autistic children. Res.
Autism Spectr. Disord. 7, 159–166. doi: 10.1016/j.rasd.2012.07.006
Fernandez-Checa, J. C., Garcia-Ruiz, C., Colell, A., Morales, A., Mari, M., Miranda,
M., et al. (1998). Oxidative stress: role of mitochondria and protection by
glutathione. Biofactors 8, 7–11. doi: 10.1002/biof.5520080102
Fernandez-Checa, J. C., Kaplowitz, N., Garcia-Ruiz, C., Colell, A., Miranda, M.,
Mari, M., et al. (1997). GSH transport in mitochondria: defense against TNF-
induced oxidative stress and alcohol-induced defect. Am. J. Physiol. 273(1 Pt 1),
G7–G17.
Friedman, S. D., Shaw, D. W., Artru, A. A., Richards, T. L., Gardner, J., Dawson, G.,
et al. (2003). Regional brain chemical alterations in young children with autism
spectrum disorder. Neurology 60, 100–107. doi: 10.1212/WNL.60.1.100
Frustaci, A., Neri, M., Cesario, A., Adams, J. B., Domenici, E., Dalla Bernardina,
B., et al. (2012). Oxidative stress-related biomarkers in autism: system-
atic review and meta-analyses. Free Radic. Biol. Med. 52, 2128–2141. doi:
10.1016/j.freeradbiomed.2012.03.011
Frye, R. E. (2012). Biomarkers of abnormal energy metabolism in children with
autism spectrum disorder. NAJ Med Sci 5, 141–147. doi: 10.7156/v5i3p141
Frye, R. E., Delatorre, R., Taylor, H., Slattery, J., Melnyk, S., Chowdhury, N., et al.
(2013a). Redox metabolism abnormalities in autistic children associated with
mitochondrial disease. Transl. Psychiatry 3, e273. doi: 10.1038/tp.2013.51
Frye, R. E., and James, S. J. (2014). Metabolic pathology of autism in relation to
redox metabolism. Biomark. Med. 8, 321–330. doi: 10.2217/bmm.13.158
Frye, R. E., Melnyk, S., and Macfabe, D. F. (2013b). Unique acyl-carnitine profiles
are potential biomarkers for acquiredmitochondrial disease in autism spectrum
disorder. Transl. Psychiatry 3, e220. doi: 10.1038/tp.2012.143
Frye, R. E., and Naviaux, R. K. (2011). Autistic disorder with complex IV over-
activity: a new mitochondrial syndrome. J. Pediatr. Neurol. 9, 427–434. doi:
10.3233/JPN-2011-0507
Frye, R. E., and Rossignol, D. A. (2011). Mitochondrial dysfunction can connect the
diverse medical symptoms associated with autism spectrum disorders. Pediatr.
Res. 69, 41R–47R. doi: 10.1203/PDR.0b013e318212f16b
Frye, R. E., and Rossignol, D. A. (2012a). Mitochondrial and metabolic abnor-
malities in neurodevelopmental disorders. J. Ped. Biochem. 2, 177–180. doi:
10.3233/JPB-120059
Frye, R. E., and Rossignol, D. A. (2012b). Treatments for mitochondrial dysfunc-
tion associated with autism spectrum disorders. J Ped Biochem 2, 241–249. doi:
10.3233/JPB-120065
Frye, R. E., and Rossignol, D. A. (2013). Mitochondrial physiology and autism
spectrum disorder. OA Autism 1, 5. doi: 10.13172/2052-7810-1-1-433
Frye, R. E., Sequeira, J. M., Quadros, E. V., James, S. J., and Rossignol, D. A.
(2013c). Cerebral folate receptor autoantibodies in autism spectrum disorder.
Mol. Psychiatry 18, 369–381. doi: 10.1038/mp.2011.175
Garbett, K., Ebert, P. J., Mitchell, A., Lintas, C., Manzi, B., Mirnics, K., et al.
(2008). Immune transcriptome alterations in the temporal cortex of subjects
with autism. Neurobiol. Dis. 30, 303–311. doi: 10.1016/j.nbd.2008.01.012
Geier, D. A., Kern, J. K., Davis, G., King, P. G., Adams, J. B., Young, J. L., et al.
(2011). A prospective double-blind, randomized clinical trial of levocarni-
tine to treat autism spectrum disorders. Med. Sci. Monit. 17, PI15–23. doi:
10.12659/MSM.881792
Gesundheit, B., Rosenzweig, J. P., Naor, D., Lerer, B., Zachor, D. A., Prochazka,
V., et al. (2013). Immunological and autoimmune considerations of autism
spectrum disorders. J. Autoimmun. 44, 1–7. doi: 10.1016/j.jaut.2013.05.005
Ghanizadeh, A., and Moghimi-Sarani, E. (2013). A randomized double blind
placebo controlled clinical trial of N-Acetylcysteine added to risperidone for
treating autistic disorders. BMC Psychiatry 13:196. doi: 10.1186/1471-244X-
13-196
Ghezzo, A., Visconti, P., Abruzzo, P. M., Bolotta, A., Ferreri, C., Gobbi, G.,
et al. (2013). Oxidative stress and erythrocyte membrane alterations in chil-
dren with autism: correlation with clinical features. PLoS ONE 8:e66418. doi:
10.1371/journal.pone.0066418
Ginsberg, M. R., Rubin, R. A., Falcone, T., Ting, A. H., and Natowicz, M. R.
(2012). Brain transcriptional and epigenetic associations with autism. PLoS
ONE 7:e44736. doi: 10.1371/journal.pone.0044736
Giulivi, C., Zhang, Y. F., Omanska-Klusek, A., Ross-Inta, C., Wong, S., Hertz-
Picciotto, I., et al. (2010). Mitochondrial dysfunction in autism. JAMA 304,
2389–2396. doi: 10.1001/jama.2010.1706
Goines, P. E., and Ashwood, P. (2013). Cytokine dysregulation in autism spectrum
disorders (ASD): possible role of the environment. Neurotoxicol. Teratol. 36,
67–81. doi: 10.1016/j.ntt.2012.07.006
Goin-Kochel, R. P., Porter, A. E., Peters, S. U., Shinawi, M., Sahoo, T., and Beaudet,
A. L. (2009). The MTHFR 677C–>T polymorphism and behaviors in chil-
dren with autism: exploratory genotype-phenotype correlations. Autism Res. 2,
98–108. doi: 10.1002/aur.70
Golomb, B. A., Erickson, L. C., Zeeland, A. A., Koperski, S., Haas, R. H., Wallace,
D. C., et al. (2014). Assessing bioenergetic compromise in autism spectrum dis-
order with 31P magnetic resonance spectroscopy: preliminary report. J. Child
Neurol. 29, 187–193. doi: 10.1177/0883073813498466
Gorrindo, P., Lane, C. J., Lee, E. B., McLaughlin, B., and Levitt, P. (2013).
Enrichment of elevated plasma F2t-isoprostane levels in individuals with autism
who are stratified by presence of gastrointestinal dysfunction. PLoS ONE
8:e68444. doi: 10.1371/journal.pone.0068444
Gu, F., Chauhan, V., and Chauhan, A. (2013b). Impaired synthesis and antioxi-
dant defense of glutathione in the cerebellum of autistic subjects: alterations in
the activities and protein expression of glutathione-related enzymes. Free Radic.
Biol. Med. 65C, 488–496. doi: 10.1016/j.freeradbiomed.2013.07.021
Gu, F., Chauhan, V., Kaur, K., Brown, W. T., Lafauci, G., Wegiel, J., et al. (2013a).
Alterations in mitochondrial DNA copy number and the activities of elec-
tron transport chain complexes and pyruvate dehydrogenase in the frontal
cortex from subjects with autism. Transl. Psychiatry 3, e299. doi: 10.1038/
tp.2013.68
Guevara-Campos, J., Gonzalez-Guevara, L., Briones, P., Lopez-Gallardo, E., Bulan,
N., Ruiz-Pesini, E., et al. (2010). Autism associated to a deficiency of complexes
III and IV of the mitochondrial respiratory chain. Invest. Clin. 51, 423–431.
Guo, T., Chen, H., Liu, B., Ji, W., and Yang, C. (2012). Methylenetetrahydrofolate
reductase polymorphisms C677T and risk of autism in the Chinese Han
population. Genet. Test. Mol. Biomarkers 16, 968–973. doi: 10.1089/gtmb.
2012.0091
Gupta, S., Samra, D., and Agrawal, S. (2010). Adaptive and innate immune
responses in autism: rationale for therapeutic use of intravenous immunoglob-
ulin. J. Clin. Immunol. 30 (Suppl 1), S90–S96. doi: 10.1007/s10875-010-9402-9
www.frontiersin.org April 2014 | Volume 5 | Article 150 | 13
Rossignol and Frye Physiological abnormalities in autism brain
Hardan, A. Y., Fung, L. K., Libove, R. A., Obukhanych, T. V., Nair, S.,
Herzenberg, L. A., et al. (2012). A randomized controlled pilot trial of oral
N-acetylcysteine in children with autism. Biol. Psychiatry 71, 956–961. doi:
10.1016/j.biopsych.2012.01.014
Herbert, M. R. (2005). Autism: a brain disorder or a disorder that affects
the brain. Clin. Neuropsychiatry 2, 354–379. Available online at: http://www.
marthaherbert.org/library/Herbert-autismbrainoraffectingbrain.pdf
Ipser, J. C., Syal, S., Bentley, J., Adnams, C. M., Steyn, B., and Stein, D. J. (2012). 1H-
MRS in autism spectrum disorders: a systematic meta-analysis. Metab. Brain
Dis. 27, 275–287. doi: 10.1007/s11011-012-9293-y
James, S. J., Cutler, P., Melnyk, S., Jernigan, S., Janak, L., Gaylor, D. W., et al. (2004).
Metabolic biomarkers of increased oxidative stress and impaired methylation
capacity in children with autism. Am. J. Clin. Nutr. 80, 1611–1617.
James, S. J., Melnyk, S., Fuchs, G., Reid, T., Jernigan, S., Pavliv, O., et al.
(2009b). Efficacy of methylcobalamin and folinic acid treatment on glutathione
redox status in children with autism. Am. J. Clin. Nutr. 89, 425–430. doi:
10.3945/ajcn.2008.26615
James, S. J., Melnyk, S., Jernigan, S., Cleves, M. A., Halsted, C. H.,Wong, D. H., et al.
(2006). Metabolic endophenotype and related genotypes are associated with
oxidative stress in children with autism. Am. J. Med. Genet. B Neuropsychiatr.
Genet. 141B, 947–956. doi: 10.1002/ajmg.b.30366
James, S. J., Melnyk, S., Jernigan, S., Hubanks, A., Rose, S., and Gaylor, D.
W. (2008). Abnormal transmethylation/transsulfuration metabolism and DNA
hypomethylation among parents of children with autism. J. Autism Dev. Disord.
38, 1966–1975. doi: 10.1007/s10803-008-0591-5
James, S. J., Rose, S., Melnyk, S., Jernigan, S., Blossom, S., Pavliv, O., et al.
(2009a). Cellular and mitochondrial glutathione redox imbalance in lym-
phoblastoid cells derived from children with autism. FASEB J. 23, 2374–2383.
doi: 10.1096/fj.08-128926
Khakzad, M. R., Javanbakht, M., Shayegan, M. R., Kianoush, S., Omid, F., Hojati,
M., et al. (2012). The complementary role of high sensitivity C-reactive protein
in the diagnosis and severity assessment of autism. Res. Autism Spectr. Disord. 6,
1032–1037. doi: 10.1016/j.rasd.2011.10.002
Li, X., Chauhan, A., Sheikh, A. M., Patil, S., Chauhan, V., Li, X. M., et al. (2009).
Elevated immune response in the brain of autistic patients. J. Neuroimmunol.
207, 111–116. doi: 10.1016/j.jneuroim.2008.12.002
López-Hurtado, E., and Prieto, J. J. (2008). A microscopic study of language-
related cortex in autism. Am. J. Biochem. Biotech. 4, 130–145. doi:
10.3844/ajbbsp.2008.130.145
Lu, F., Selak, M., O’Connor, J., Croul, S., Lorenzana, C., Butunoi, C., et al.
(2000). Oxidative damage to mitochondrial DNA and activity of mitochon-
drial enzymes in chronic active lesions of multiple sclerosis. J. Neurol. Sci. 177,
95-103. doi: 10.1016/S0022-510X(00)00343-9
Mahad, D. J., Ziabreva, I., Campbell, G., Lax, N., White, K., Hanson, P. S., et al.
(2009). Mitochondrial changes within axons in multiple sclerosis. Brain 132,
1161–1174. doi: 10.1093/brain/awp046
Malik, M., Sheikh, A. M., Wen, G., Spivack, W., Brown, W. T., and Li, X.
(2011a). Expression of inflammatory cytokines, Bcl2 and cathepsin D are
altered in lymphoblasts of autistic subjects. Immunobiology 216, 80–85. doi:
10.1016/j.imbio.2010.03.001
Malik, M., Tauqeer, Z., Sheikh, A. M., Wen, G., Nagori, A., Yang, K., et al. (2011b).
NF-kappaB signaling in the brain of autistic subjects. Mediat. Inflamm. 2011,
785265. doi: 10.1155/2011/785265
Melnyk, S., Fuchs, G. J., Schulz, E., Lopez, M., Kahler, S. G., Fussell, J. J., et al.
(2012). Metabolic imbalance associated with methylation dysregulation and
oxidative damage in children with autism. J. Autism Dev. Disord. 42, 367–377.
doi: 10.1007/s10803-011-1260-7
Michel, M., Schmidt, M. J., and Mirnics, K. (2012). Immune system gene dys-
regulation in autism and schizophrenia. Dev. Neurobiol. 72, 1277–1287. doi:
10.1002/dneu.22044
Ming, X., Brimacombe, M., Chaaban, J., Zimmerman-Bier, B., and Wagner, G.
C. (2008). Autism spectrum disorders: concurrent clinical disorders. J. Child
Neurol. 23, 6–13. doi: 10.1177/0883073807307102
Ming, X., Stein, T. P., Brimacombe, M., Johnson, W. G., Lambert, G. H.,
and Wagner, G. C. (2005). Increased excretion of a lipid peroxidation
biomarker in autism. Prostaglandins Leukot. Essent. Fatty Acids 73, 379–384. doi:
10.1016/j.plefa.2005.06.002
Minshew, N. J., Goldstein, G., Dombrowski, S. M., Panchalingam, K., and
Pettegrew, J. W. (1993). A preliminary 31P MRS study of autism: evidence for
undersynthesis and increased degradation of brain membranes. Biol. Psychiatry
33, 762–773. doi: 10.1016/0006-3223(93)90017-8
Moran, M., Moreno-Lastres, D., Marin-Buera, L., Arenas, J., Martin, M. A.,
and Ugalde, C. (2012b). Mitochondrial respiratory chain dysfunction: impli-
cations in neurodegeneration. Free Radic. Biol. Med. 53, 595–609. doi:
10.1016/j.freeradbiomed.2012.05.009
Morgan, J. T., Chana, G., Abramson, I., Semendeferi, K., Courchesne, E., and
Everall, I. P. (2012a). Abnormal microglial-neuronal spatial organization in
the dorsolateral prefrontal cortex in autism. Brain Res. 1456, 72–81. doi:
10.1016/j.brainres.2012.03.036
Morgan, J. T., Chana, G., Pardo, C. A., Achim, C., Semendeferi, K., Buckwalter, J.,
et al. (2010). Microglial activation and increased microglial density observed in
the dorsolateral prefrontal cortex in autism. Biol. Psychiatry 68, 368–376. doi:
10.1016/j.biopsych.2010.05.024
Mostafa, G. A., and Al-Ayadhi, L. Y. (2012). The relationship between the increased
frequency of serum antineuronal antibodies and the severity of autism in
children. Eur. J. Paediatr. Neurol. 16, 464–468. doi: 10.1016/j.ejpn.2011.12.010
Mostafa, G. A., El-Gamal, H. A., El-Wakkad, A. S. E., El-Shorbagy, O. E., and
Hamza, M. M. (2005). Polyunsaturated fatty acids, carnitine and lactate as bio-
logical markers of brain energy in autistic children. Int. J. Child Neuropsychiatry
2, 179–188. Available online at: http://www.cnp.org.eg/issue3/0313.pdf
Mostafa, G. A., El-Hadidi, E. S., Hewedi, D. H., and Abdou, M. M. (2010).
Oxidative stress in Egyptian children with autism: relation to autoimmunity.
J. Neuroimmunol. 219, 114–118. doi: 10.1016/j.jneuroim.2009.12.003
Mostafa, G. A., and Kitchener, N. (2009). Serum anti-nuclear antibodies as a
marker of autoimmunity in Egyptian autistic children. Pediatr. Neurol. 40,
107–112. doi: 10.1016/j.pediatrneurol.2008.10.017
Muratore, C. R., Hodgson, N. W., Trivedi, M. S., Abdolmaleky, H. M., Persico, A.
M., Lintas, C., et al. (2013). Age-dependent decrease and alternative splicing
of methionine synthase mRNA in human cerebral cortex and an accelerated
decrease in autism. PLoS ONE 8:e56927. doi: 10.1371/journal.pone.0056927
Napoli, E., Wong, S., and Giulivi, C. (2013). Evidence of reactive oxygen species-
mediated damage to mitochondrial DNA in children with typical autism. Mol.
Autism 4, 2. doi: 10.1186/2040-2392-4-2
Ng, F., Berk, M., Dean, O., and Bush, A. I. (2008). Oxidative stress in
psychiatric disorders: evidence base and therapeutic implications. Int. J.
Neuropsychopharmacol. 11, 851–876. doi: 10.1017/S1461145707008401
Nuzzo, D., Picone, P., Caruana, L., Vasto, S., Barera, A., Caruso, C., et al. (2013).
Inflammatory mediators as biomarkers in brain disorders. Inflammation. doi:
10.1007/s10753-013-9780-2. [Epub ahead of print].
Onore, C., Careaga, M., and Ashwood, P. (2012). The role of immune dysfunc-
tion in the pathophysiology of autism. Brain Behav. Immun. 26, 383–392. doi:
10.1016/j.bbi.2011.08.007
Palmieri, L., Papaleo, V., Porcelli, V., Scarcia, P., Gaita, L., Sacco, R., et al. (2010).
Altered calcium homeostasis in autism-spectrum disorders: evidence from bio-
chemical and genetic studies of the mitochondrial aspartate/glutamate carrier
AGC1. Mol. Psychiatry 15, 38–52. doi: 10.1038/mp.2008.63
Poultney, C. S., Goldberg, A. P., Drapeau, E., Kou, Y., Harony-Nicolas, H., Kajiwara,
Y., et al. (2013). Identification of small exonic CNV fromwhole-exome sequence
data and application to autism spectrum disorder. Am. J. Hum. Genet. 93,
607–619. doi: 10.1016/j.ajhg.2013.09.001
Remels, A. H., Gosker, H. R., Schrauwen, P., Hommelberg, P. P., Sliwinski, P.,
Polkey, M., et al. (2010). T. N.F-alpha impairs regulation of muscle oxida-
tive phenotype: implications for cachexia? FASEB J. 24, 5052–5062. doi:
10.1096/fj.09-150714
Rice, C. (2007). Prevalence of autism spectrum disorders–autism and devel-
opmental disabilities monitoring network, 14 sites, United States, 2002.
MMWR 56, 12–28. Available online at: http://www.cdc.gov/mmwr/preview/
mmwrhtml/ss5601a2.htm
Rose, S., Melnyk, S., Pavliv, O., Bai, S., Nick, T. G., Frye, R. E., et al. (2012b).
Evidence of oxidative damage and inflammation associated with low glu-
tathione redox status in the autism brain. Transl. Psychiatry 2, e134. doi:
10.1038/tp.2012.61
Rose, S., Melnyk, S., Trusty, T. A., Pavliv, O., Seidel, L., Li, J., et al. (2012a).
Intracellular and extracellular redox status and free radical generation in
primary immune cells from children with autism. Autism Res. Treat. 2012,
986519. doi: 10.1155/2012/986519
Rossignol, D. A. (2009). Novel and emerging treatments for autism spectrum
disorders: a systematic review. Ann. Clin. Psychiatry 21, 213–236.
Frontiers in Physiology | Mitochondrial Research April 2014 | Volume 5 | Article 150 | 14
Rossignol and Frye Physiological abnormalities in autism brain
Rossignol, D. A., and Bradstreet, J. J. (2008). Evidence ofmitochondrial dysfunction
in autism and implications for treatment. Am. J. Biochem. Biotech. 4, 208–217.
doi: 10.3844/ajbbsp.2008.208.217
Rossignol, D. A., and Frye, R. E. (2011). Melatonin in autism spectrum disorders: a
systematic review and meta-analysis. Dev. Med. Child Neurol. 53, 783–792. doi:
10.1111/j.1469-8749.2011.03980.x
Rossignol, D. A., and Frye, R. E. (2012a). A review of research trends in physi-
ological abnormalities in autism spectrum disorders: immune dysregulation,
inflammation, oxidative stress, mitochondrial dysfunction and environmental
toxicant exposures. Mol. Psychiatry17, 389–401. doi: 10.1038/mp.2011.165
Rossignol, D. A., and Frye, R. E. (2012b). Mitochondrial dysfunction in autism
spectrum disorders: a systematic review and meta-analysis. Mol. Psychiatry 17,
290–314. doi: 10.1038/mp.2010.136
Rossignol, D. A., and Frye, R. E. (2012c). Substantial problems with measuring
brain mitochondrial dysfunction in autism spectrum disorder using magnetic
resonance spectroscopy. J. Autism Dev. Disord. 42, 640–642; author reply: 3–6.
doi: 10.1007/s10803-011-1276-z
Sajdel-Sulkowska, E. M., Lipinski, B., Windom, H., Audhya, T., and McGinnis, W.
R. (2008). Oxidative stress in autism: elevated cerebellar 3-nitrotyrosine levels.
Am. J. Biochem. Biotech. 4, 73–84. doi: 10.3844/ajbbsp.2008.73.84
Sajdel-Sulkowska, E. M., Xu, M., and Koibuchi, N. (2009). Increase in cerebellar
neurotrophin-3 and oxidative stress markers in autism. Cerebellum 8, 366–372.
doi: 10.1007/s12311-009-0105-9
Sajdel-Sulkowska, E. M., Xu, M., McGinnis, W., and Koibuchi, N. (2011). Brain
region-specific changes in oxidative stress and neurotrophin levels in autism
spectrum disorders (ASD). Cerebellum 10, 43–48. doi: 10.1007/s12311-010-
0223-4
Samavati, L., Lee, I., Mathes, I., Lottspeich, F., and Huttemann, M. (2008).
Tumor necrosis factor alpha inhibits oxidative phosphorylation through tyro-
sine phosphorylation at subunit I of cytochrome c oxidase. J. Biol. Chem. 283,
21134–21144. doi: 10.1074/jbc.M801954200
Schaefer, G. B., Mendelsohn, N. J., Professional, P., and Guidelines, C. (2013).
Clinical genetics evaluation in identifying the etiology of autism spec-
trum disorders: 2013 guideline revisions. Genet. Med. 15, 399–407. doi:
10.1038/gim.2013.32
Shao, L., Martin, M. V., Watson, S. J., Schatzberg, A., Akil, H., Myers, R. M.,
et al. (2008). Mitochondrial involvement in psychiatric disorders. Ann. Med. 40,
281–295. doi: 10.1080/07853890801923753
Shenoy, S., Arnold, S., and Chatila, T. (2000). Response to steroid therapy in
autism secondary to autoimmune lymphoproliferative syndrome. J. Pediatr.
136, 682–687. doi: 10.1067/mpd.2000.105355
Shoffner, J., Hyams, L., Langley, G. N., Cossette, S., Mylacraine, L., Dale, J., et al.
(2010). Fever plus mitochondrial disease could be risk factors for autistic
regression. J. Child Neurol. 25, 429–434. doi: 10.1177/0883073809342128
Stefanatos, G. A., Grover, W., and Geller, E. (1995). Case study: corticosteroid treat-
ment of language regression in pervasive developmental disorder. J. Am. Acad.
Child Adolesc. Psychiatry 34, 1107–1111. doi: 10.1097/00004583-199508000-
00022
Suematsu, N., Tsutsui, H., Wen, J., Kang, D., Ikeuchi, M., Ide, T., et al. (2003).
Oxidative stress mediates tumor necrosis factor-alpha-induced mitochondrial
DNA damage and dysfunction in cardiac myocytes. Circulation 107, 1418–1423.
doi: 10.1161/01.CIR.0000055318.09997.1F
Suzuki, K., Sugihara, G., Ouchi, Y., Nakamura, K., Futatsubashi, M., Takebayashi,
K., et al. (2013). Microglial activation in young adults with autism spec-
trum disorder. JAMA Psychiatry 70, 49–58. doi: 10.1001/jamapsychiatry.
2013.272
Taliou, A., Zintzaras, E., Lykouras, L., and Francis, K. (2013). An open-label pilot
study of a formulation containing the anti-inflammatory flavonoid luteolin and
its effects on behavior in children with autism spectrum disorders. Clin. Ther.
35, 592–602. doi: 10.1016/j.clinthera.2013.04.006
Tang, G., Gutierrez Rios P., Kuo, S. H., Akman, H. O., Rosoklija, G., Tanji, K.,
et al. (2013). Mitochondrial abnormalities in temporal lobe of autistic brain.
Neurobiol. Dis. 54, 349–361. doi: 10.1016/j.nbd.2013.01.006
Tetreault, N. A., Hakeem, A. Y., Jiang, S., Williams, B. A., Allman, E., Wold, B. J.,
et al. (2012). Microglia in the cerebral cortex in autism. J. Autism Dev. Disord.
42, 2569–2584. doi: 10.1007/s10803-012-1513-0
Theoharides, T. C., Asadi, S., Panagiotidou, S., and Weng, Z. (2013). The “miss-
ing link” in autoimmunity and autism: extracellular mitochondrial components
secreted from activated live mast cells. Autoimmun. Rev. 12, 1136–1142. doi:
10.1016/j.autrev.2013.06.018
Trushina, E., and McMurray, C. T. (2007). Oxidative stress and mitochondrial
dysfunction in neurodegenerative diseases. Neuroscience 145, 1233–1248. doi:
10.1016/j.neuroscience.2006.10.056
Vali, S., Mythri, R. B., Jagatha, B., Padiadpu, J., Ramanujan, K. S., Andersen, J. K.,
et al. (2007). Integrating glutathione metabolism and mitochondrial dysfunc-
tion with implications for Parkinson’s disease: a dynamic model. Neuroscience
149, 917–930. doi: 10.1016/j.neuroscience.2007.08.028
van Horssen, J., Witte, M. E., and Ciccarelli, O. (2012). The role of mitochondria
in axonal degeneration and tissue repair in MS. Mult. Scler. 18, 1058–1067. doi:
10.1177/1352458512452924
Vargas, D. L., Nascimbene, C., Krishnan, C., Zimmerman, A. W., and Pardo, C. A.
(2005). Neuroglial activation and neuroinflammation in the brain of patients
with autism. Ann. Neurol. 57, 67–81. doi: 10.1002/ana.20315
Vempati, U. D., Diaz, F., Barrientos, A., Narisawa, S., Mian, A. M., Millan, J. L.,
et al. (2007). Role of cytochrome C in apoptosis: increased sensitivity to tumor
necrosis factor alpha is associated with respiratory defects but not with lack
of cytochrome C release. Mol. Cell. Biol. 27, 1771–1783. doi: 10.1128/MCB.
00287-06
Wallace, D. C. (1999). Mitochondrial diseases in man and mouse. Science 283,
1482–1488. doi: 10.1126/science.283.5407.1482
Wei, H., Zou, H., Sheikh, A. M., Malik, M., Dobkin, C., Brown, W. T., et al.
(2011). IL-6 is increased in the cerebellum of autistic brain and alters neural
cell adhesion, migration and synaptic formation. J. Neuroinflammation 8, 52.
doi: 10.1186/1742-2094-8-52
Weissman, J. R., Kelley, R. I., Bauman, M. L., Cohen, B. H., Murray, K. F., Mitchell,
R. L., et al. (2008). Mitochondrial disease in autism spectrum disorder patients:
a cohort analysis. PLoS ONE 3:e3815. doi: 10.1371/journal.pone.0003815
Yao, Y., Walsh, W. J., McGinnis, W. R., and Pratico, D. (2006). Altered vascular phe-
notype in autism: correlation with oxidative stress. Arch. Neurol. 63, 1161–1164.
doi: 10.1001/archneur.63.8.1161
Yorbik, O., Sayal, A., Akay, C., Akbiyik, D. I., and Sohmen, T. (2002). Investigation
of antioxidant enzymes in children with autistic disorder. Prostaglandins Leukot.
Essent. Fatty Acids 67, 341–343. doi: 10.1054/plef.2002.0439
Young, A. M., Campbell, E., Lynch, S., Suckling, J., and Powis, S. J. (2011).
Aberrant NF-kappaB expression in autism spectrum condition: a mechanism
for neuroinflammation. Front. Psychiatry 2:27. doi: 10.3389/fpsyt.2011.00027
Zhang, B., Angelidou, A., Alysandratos, K. D., Vasiadi, M., Francis, K., Asadi,
S., et al. (2010). Mitochondrial DNA and anti-mitochondrial antibodies in
serum of autistic children. J. Neuroinflammation 7, 80. doi: 10.1186/1742-209
4-7-80
Zimmerman, A. W., Jyonouchi, H., Comi, A. M., Connors, S. L., Milstien, S.,
Varsou, A., et al. (2005). Cerebrospinal fluid and serum markers of inflamma-
tion in autism. Pediatr. Neurol. 33, 195–201. doi: 10.1016/j.pediatrneurol.2005.
03.014
Conflict of Interest Statement: The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.
Received: 26 November 2013; accepted: 28 March 2014; published online: 22 April
2014.
Citation: Rossignol DA and Frye RE (2014) Evidence linking oxidative stress, mito-
chondrial dysfunction, and inflammation in the brain of individuals with autism.
Front. Physiol. 5:150. doi: 10.3389/fphys.2014.00150
This article was submitted toMitochondrial Research, a section of the journal Frontiers
in Physiology.
Copyright © 2014 Rossignol and Frye. This is an open-access article distributed under
the terms of the Creative Commons Attribution License (CC BY). The use, distribution
or reproduction in other forums is permitted, provided the original author(s) or licen-
sor are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.
www.frontiersin.org April 2014 | Volume 5 | Article 150 | 15
